Background: Fibrosis is the unifying pathway leading to chronic kidney disease. Identifying biomarkers of fibrosis may help predict disease progression. Methods: We performed a systematic review to evaluate the reliability of blood and urine biomarkers in identifying fibrosis on biopsy as well as predicting renal outcomes. Using MEDLINE and EMBASE, a two-stage search strategy was implemented. Stage I identified a library of biomarkers correlating with fibrosis on biopsy. Stage II evaluated the association between biomarkers identified in stage I, and renal outcomes. Only biomarkers with moderate positive correlation with fibrosis (r > 0.40) or acceptable area under the curve (AUC >0.65) advanced to stage II.
Background
Chronic kidney disease (CKD) prevalence and its associated healthcare costs continue to rise. The prevalence of CKD defined as estimated glomerular filtration rate (eGFR) less than 60 ml/min/1.73 m 2 has steadily increased from 1988 to 2012, affecting over 19 million Americans [1] . Medicare costs for CKD are up to $45 billion, which is a 54% increase between 2008 and 2012 [2] . This data highlights the immense impact of CKD on socioeconomics and public health. With this increase in CKD prevalence, biomarkers to identify and predict CKD progression have been increasingly studied. There has been significant progress in biomarkers of renal injury over the past decade, with biomarkers of fibrosis recently gaining focus in the literature [3, 4] . It is important to identify and predict renal fibrosis via the use of biomarkers since tubulointerstitial fibrosis is the unifying feature in progressive renal disease irrespective of the initial insult [5] . Currently, the only clinical tool available to identify fibrosis is a kidney biopsy. However, this approach is invasive and carries certain risks, and is therefore not performed routinely [6, 7] . Identifying biomarkers of fibrosis is indispensible to the understanding of CKD progression since they can offer vital information in a noninvasive manner. Having a reliable panel of fibrosis biomarkers also has the potential to identify a subgroup of at risk patients who can be targeted for future clinical trials in hopes to improve CKD outcomes.
The objectives of this systematic review are to evaluate the reliability and performance of biomarkers of fibrosis in human studies in identifying fibrosis on biopsy and for the prediction of renal outcomes.
Methods

Study identification
In consultation with a research librarian, a two-step search strategy was performed to identify relevant literature. An initial search of MEDLINE and EMBASE was undertaken followed by analysis of the text words contained in the title and abstract, and of the index terms used to describe articles. A second search, using all identified keywords and index terms, was used across included databases. Lastly, the references of all identified articles were searched for any additional studies. Studies published in the English language from January 1995 to May 2016 were considered for inclusion.
The search was comprised of two stages. Stage I was constructed to identify a library of biomarkers that positively correlated with histological findings of fibrosis on biopsy. The keywords used to conduct stage I of the systematic review included 'biological markers' , 'markers' , 'biomarkers' , and 'fibrosis' cross-referenced with 'chronic renal insufficiency' , 'kidney disease' and 'chronic kidney disease'. Stage II was aimed to evaluate the association between biomarkers in stage I and renal outcomes. To focus on the most relevant and promising biomarkers in the literature, only biomarkers with moderate positive correlation with fibrosis (r > 0.40) or acceptable area under the curve (AUC > 0.65) were assessed in stage II. For stage II, a separate search was conducted for the selected biomarkers and cross-referenced with the following keywords: 'chronic kidney failure' , 'chronic renal insufficiency' , 'kidney diseases' , 'kidney prognosis' , 'renal prognosis' , 'disease progression' , 'renal function outcome' , 'long term outcome' , and 'progression of renal failure'.
Study selection
Study eligibility for stage I included studies with patients of all ages, biomarkers that were measured either in blood or urine, and studies that included a renal biopsy as the gold standard to evaluate the level of fibrosis. Studies were excluded from stage I if fibrosis was not defined or assessed on biopsy or if only tissue biomarkers were used.
The inclusion criteria for stage II also included studies with patients of all ages and biomarkers that were measured in blood or urine but studies were only eligible if biomarker measurement preceded renal outcomes. Studies included in stage II had to have at least one outcome as worsening of renal function defined histologically or by a change in urinary albumin or protein excretion, serum cystatin-C, serum creatinine or eGFR. Studies that included patients on renal replacement therapy at enrollment or studies that only assessed tissue biomarkers were excluded from stage II. Also studies that assessed composite outcomes of renal and non-renal events without evaluating the sole association of the biomarker with the renal event were excluded. All studies included were required to have a statistically significant adjusted point estimate or AUC associating the biomarker with the specified renal outcome.
Data collection and abstraction
Data was obtained using a standardized data extraction tool. For both stages, the data extracted included details regarding the biomarker used, the type of patient population, and sample size. Specifically for stage I, we also included the grading system used to define fibrosis on kidney biopsy as well as a Pearson correlation coefficient or sensitivity, specificity and AUC when available. For stage II, the data collection included length of follow-up for each study, as well as the study's defined renal outcome and point estimate with 95% confidence interval or sensitivity, specificity and AUC if available.
Quality assessment
Two independent reviewers assessed the papers selected. The methodological validity for studies included in stage II was assessed using standards for reporting diagnostic accuracy studies (STARD) criteria [8] . Out of the 25 STARD criteria, we used the ten most relevant parameters to assess quality for this review since the studies included are mainly prognostic rather than diagnostic in nature (Additional file 1) [9] . Studies with a score ≥9 were designated as 'good' quality, 7-8 as 'fair' quality and ≤6 as 'poor' quality. Any disagreements that arose between the reviewers were resolved through discussion, or if necessary, by referral to a third reviewer.
Results
The literature search for stage I identified 3681 published articles since January 1995, of which 3471 were excluded upon title and abstract review (Fig. 1) . Of the remaining 210 articles, only 17 were included in stage I [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] [21] [22] [23] [24] [25] [26] . In stage II, a total of 2734 articles were identified, from which 121 were selected for full-text evaluation (Fig. 2 ). From these, 9 studies were eligible to be included in stage II [27] [28] [29] [30] [31] [32] [33] [34] [35] .
Stage I study characteristics
Fourteen distinct blood and urine biomarkers were evaluated in 2378 patients across the 17 studies identified in stage I (Tables 1 and 2 ). The studies assessed heterogeneous patient populations, which included patients with IgA nephropathy, lupus nephritis, antineutrophil cytoplasmic antibody (ANCA) vasculitis, idiopathic membranous glomerulonephritis, and renal transplant recipients. In all studies, the biomarkers were evaluated for the primary outcome of fibrosis on biopsy. Fibrosis was evaluated by different classifications including the Oxford classification, Banff criteria, Lee's classification, image digitalization, chronic allograft damage index (CADI) score, morphometric analysis, and semi-quantitatively (Additional file 2) [36] [37] [38] [39] . Out of the 14 biomarkers identified, only five (36%) biomarkers had at least moderate positive correlation with fibrosis (r > 0.40) or acceptable AUC >0.65.
Stage I biomarker performance (Tables 1 and 2)
Amino-terminal propeptide of type III procollagen (PIIINP) was evaluated in three studies, encompassing a total of 237 patients with a mean age ranging from 46 to 51 years [14] [15] [16] . Overall, blood and urine PIIINP had moderate positive correlations with fibrosis on biopsy with Pearson coefficients ranging from r = 0.32 to r = 0.51. Using Banff 1997 criteria and semi-quantitative methods to assess fibrosis on biopsy, urine PIIINP positively correlated with fibrosis (r = 0.41, p < 0.001) and lower levels of PIIINP predicted no fibrosis with a specificity of 84%, a sensitivity of 83%, and a positive predicative value (PPV) of 81% [15] . Another study used morphometric analysis to assess fibrosis and found that both urine and blood PIIINP positively correlated with fibrosis (r = 0.51, p < 0.01 and r = 0.49, p < 0.01, respectively) [16] .
Transforming growth factor beta (TGF-β) was assessed in three studies, encompassing a total of 127 patients with mean age ranging from 30 to 43 years [20] [21] [22] . Fibrosis on biopsy was assessed semi-quantitatively in all three studies. Urine TGF-β positively correlated with fibrosis on biopsy (r = 0.60, p < 0.001), and was able to diagnose fibrosis >5% with an AUC of 0.90 [21] . Urine TGF-β was also found to positively correlate with future fibrosis on biopsy in seven patients 1-year post biomarker measurement (r = 0.86, p = 0.01) [20] .
Monocyte chemoattractant protein (MCP-1) was evaluated in 61 patients with lupus nephritis and a median age of 30 years [24] . Biopsies were done within 24 h of urine biomarker measurement and fibrosis on biopsy was assessed semi-quantitatively. Urine MCP-1 was able to diagnose fibrosis on biopsy with an AUC of 0.66.
Plasminogen activator inhibitor-1 (PAI-1) was evaluated in 50 renal transplant patients with a mean age of 51 years and baseline eGFR of 32 ml/min/m 2 [25] . The CADI score was used to quantify fibrosis on biopsy. Blood PAI-1 levels positively correlated with fibrosis on biopsy (r = 0.41, p = 0.003).
Matrix metalloproteinase-2 (MMP-2) was assessed in 29 patients with ANCA vasculitis and a median age of 67 years. Using a semi-quantitative method to measure fibrosis on biopsy, urine MMP-2 positively correlated with fibrosis on biopsy with r = 0.41.
Stage II study characteristics
Out of the five biomarkers identified in stage I to have at least r > 0.40 or AUC > 0.65, only three, TGF-β, MMP-2, and MCP-1, were independently associated with renal outcomes over longitudinal follow-up. A total of nine articles were included in stage II (Table 3 and 4) . The studies assessed different patient populations, which included patients with type II diabetes, obstructive nephropathy, those receiving coronary angiography, renal transplant patients and simultaneous pancreas and kidney transplant patients. In all studies, the biomarkers were independently associated with worsening renal function. Stage II biomarker performance (Table 3 and 4) Urine TGF-β concentrations were evaluated in 426 patients with an average age ranging from 43 to 69 years across three different studies [29] [30] [31] . One study was 'good' quality and two were 'fair' quality. Higher TGF-β concentrations were associated with biopsy proven chronic allograft nephropathy in transplant recipients over a 5-years follow-up, as well as worsening renal function in patients with obstructive uropathy and type II diabetes (point estimates ranging from 1.7 to 3.9). The addition of blood TGF-β to conventional predictors such as age, sex, duration and severity of diabetes, eGFR and albumin/creatinine ratio in patients with baseline eGFR of 55 ml/min/m 2 increased the AUC from 0.75 to 0.96 for predicting doubling of serum creatinine over a 5-years follow-up period in a nested case-control study from the ADVANCE clinical trial cohort [31] .
Blood and urine MMP-2 concentrations were measured in 332 patients across two studies with a mean age ranging from 46 to 67 years [27, 28] . One study was 'good' quality and another was 'fair' quality. Studies revealed that higher MMP-2 concentrations are associated with decline in eGFR in patients with and without CKD with baseline eGFR of 34 ml/min/m 2 and 74 ml/min/m 2 , respectively. In one study assessing patients' eGFR post coronary angiography over an 8 years follow up, 39 (16%) of non-CKD and non-diabetic patients had over a 25% reduction in their eGFR from baseline [27] . Those with higher blood MMP-2 levels were 2.5 times as likely to develop decline in their eGFR compared to those with lower levels. Urine MMP-2 in another study was able to predict eGFR decline with an AUC of 0.74, with a decline of 0.1 ml/min/m 2 in eGFR for every unit increase of urine MMP-2 over a 38 month follow up [28] .
Urine MCP-1 was evaluated in a total of 596 patients in four studies with a mean age ranging from 38 to 69 years [32] [33] [34] [35] . Three studies were of 'fair' quality and one was 'poor' quality. Over a follow-up period of 2 to Harris et al [30] Blood TGF- 
Discussion
The relentless progression of renal disease is closely linked to the process of fibrosis, which is triggered by initial or ongoing injury. Although it is still a point of debate, there is literature to support a mechanistic rather than merely an associative role of fibrosis in progression of kidney disease [40] . This systematic review is a comprehensive evaluation of renal biomarkers that can be used in the detection of fibrosis as well as in the prediction of progression of renal disease. However, the development of a clinically useful biomarker is a sequential process that usually requires five phases; phase 1 identifies promising directions in preclinical studies, phase 2 is clinical assay validation and detection of established disease, phase 3 is biomarker prediction of clinical disease in longitudinal studies, phase 4 is prospective screening and finally phase 5 is impact of screening on disease burden [41] . This systematic review aimed to identify fibrosis biomarkers that achieved phase 2 and phase 3 of development. A total of 14 biomarkers were identified in phase 2 of development and were linked to fibrosis on biopsy, but the majority (64%) had weak correlations or unreported associations in the literature. Only five biomarkers (PAI-1, PIIINP, MMP-2, TGF-β, and MCP-1) had at least moderate correlations with fibrosis on biopsy, out of which only three (MMP-2, TGF-β, and MCP-1) were independently associated with worsening renal function. TGF-β had the strongest correlation with fibrosis on biopsy and was significantly associated with worse renal outcomes in the literature. This is supported by strong biological plausibility in animal literature, where the overexpression of TGF-β by renal tubular epithelial cells led to tubulointerstitial fibrosis and the blocking of TGF-β ameliorated this process [42, 43] . In this review, MCP-1 had a very strong association with progression of renal disease, which is reinforced by preclinical studies showing that the blockade of MCP-1 receptor (CCR2) reduces interstitial fibrosis [44] . Lastly, MMP-2 was also a strong independent predictor of declining eGFR, which is again corroborated by decreased fibrosis in MMP-2 knockout mice [45] .
However, this systematic review highlights the limitations in the available literature assessing fibrosis biomarkers. First, all three biomarkers were evaluated in both blood and urine in stage II studies but were only evaluated in urine in stage I studies. This highlights the need for further studies evaluating the correlation of blood levels of these biomarkers and fibrosis on biopsy. Also, generalizability to all patients is limited as most studies in both stages I and II evaluated specific patient (Table 1) . Only three studies reported AUC values for diagnosing the presence and the severity of fibrosis. Lastly, stage I studies lacked a standard method to assess fibrosis with up to eight different classifications utilized (Additional file 2). This heterogeneity in the assessment of fibrosis makes it difficult to make standardized comparisons among biomarkers of fibrosis across studies.
Using the adjusted STARD quality score to assess stage II studies, only two out of nine studies were of good quality, highlighting potential areas of improvement. The majority of studies utilized convenience sampling, which introduces 'selection bias' as the participant sampling might not be an accurate representation of the population. Only one out of the nine studies in stage II stated that the examiners of the index test and reference standard were blinded. Lack of blinding could have introduced 'review bias, ' as the reviewers were aware of the reference test result. The adjustment for confounding was also limited in most stage II studies lacking the current clinical gold standard to assess patient outcomes, which is the use of baseline eGFR and proteinuria (Table 5) . Lastly, PAI-1 and PIIINP studies performed well in stage I, but were not included in stage II secondary to lack of longitudinal studies and lack of independent association with CKD progression after adjusting for eGFR and proteinuria, respectively [46] .
We also acknowledge some of the limitations to our approach. We allowed for the liberal inclusion of all patient populations as well as a wide spectrum of renal outcomes to be able to capture the maximum number of biomarkers of fibrosis assessed in the literature. However, this approach led to heterogeneity in the data and did not allow the summation of the results into a meta-analysis (Additional file 3). In addition, our two-stage approach allowed for the selection of biomarkers that both correlated with fibrosis on biopsy and were associated with renal outcomes. Hence, only biomarkers that were both diagnostic of fibrosis and predictive of outcomes were included in this systematic review. The purpose of this design was to specifically identify biomarkers of fibrosis rather than the general identification of biomarkers of progression, but this would undervalue a good predictive biomarker that has not yet been studied in biopsy confirmed renal fibrosis.
Conclusion
Despite the above limitations, there are promising considerations that are highlighted in this review. This review identifies gaps in the literature in the field of renal fibrosis and emphasizes the need for additional studies utilizing biopsies to identify subclinical fibrosis. Furthermore, three promising biomarkers are featured in this review to have diagnostic and prognostic potential in patients with renal disease. MMP-2, MCP-1 and TGF-β have been shown to identify patients with fibrosis and future poor renal outcomes. Since biomarkers of fibrosis have the potential to identify at risk populations as well as offer insight into possible therapeutic measures, it is imperative for future studies to evaluate the role of these biomarkers in diagnosing established interstitial fibrosis as well as evaluating their associations with future renal outcomes.
